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mm^i mmm 

V ^7 X i: & ^Se b T # & ti fe^^ V ^7 -T? & S 1 ® b ffF«ilflS^5@:«f 
[^^^8] 5'n-:?-;i/*t;#^*^ Mouse-Mouse hybridoma K8223 (FER 

M p-18752) 3b^jg^t*s^>^ ^^n-^f-^n/irS^^T'^s^^^eczjti MfliaJiaitJi:^ 

(2) v^7>^JfF)ii*^eJit5iibfcll bJ3fmS:#II^S^7^^y^ J 

(3) #ilbfelihffFMSaS:, :^iJc<Z)^^^^ffFI««"^'i'^®fffBit^^*S^> ^ 
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#2002-08 4280 

^nmn ^n^htj^i^^^^^ <Dmsmm^ ^y.^50B &s±m^t 
1 0 (oti v^mm-^^nmsmo 

[It^^S 16] ^ 7 ^ U-i-)\^1^i^i}^^ Mouse-Mouse hybridoma K8223 (F 
ERM P-18752) mm^t ^ ^ n-^Jl^W^i^X^^^W^^l 5<D\lhBmmiZ 

im^^^ 8] ^n-i-)Vmi^-^^ Mouse-Mouse hybridoma K8216 (F 
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ERM P-18751) ijm^t&^>^ ^^-'^J^^^'^^^^^^^ 

. m^mz 0] ifjgbfct: MfJisBjaa*^ ffFiiii^(o«BJiaa)7o%^j^jiS:a4bT 

]^ 2 1 ® 11 ^ If MIS::*:fiii5i:&^o 

^^^-^2 3] ^J'^U-±)\ytrii^i>^> Mouse-Mouse hybridoma R8216 (F 
ERM P-18751) ;?,«jg^-r§^y ^^D-':^;i/m#iT*&S»^^2 2 ®^#:&^o 

CM:^^2 4] »^3^2 i*>&2 3®v^•r^^*^<Z):&S^cJ:oT]$^#^t^fe 

m^^2. 5] »^]S2 4©llhJfFW^^tJ$DJi§^^y bo 

[M:^^2 8] Mouse-Mouse hybridoma K8223 (PERM P-18752) f)^M^-t 

^m-^^ 2 7 <D=e 7 D —f-zimi^o 

[M^^2 9] Mouse-Mouse hybridoma K8223 (PERM P-18752) , 
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0 0 2 — 0 8 4 2 8 0 ^ 

[||^]g3 2 3 Mouse-Mouse hybridoma K8216 (PERM P-18751) f)^m^'t 
CM^^S 3] Mouse-Mouse hybridoma K8216 (PERM P-18751) » 
[0 0 0 1] 

[0 0 0 2] 
[0 0 0 3] 

[0 0 0 4] 
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[0 0 0 5] 

[0 0 0 6] 
[0 0 0 7] 

[0 0 0 8] 
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||3211941#<2{^) . 
[0 0 0 9] 

[0 0 10] 

mti^x. m<^mi^iH vivo) X'}^hs^mm^mm-^-^^-:&^-^^^'^^'^ 

[0 0 11] 

|Fllii|tMfi<rK:uPA3ge3{><^^^tlS (Heckel JL, Sandgren EP, Degen JL, 
Palmiter RD, and Brinser RL. Neonatal bleeding in transgenic mice expre 
ssing urokinase-type plasminogen activator. Cell 62: 447-456, 1990) . If 

t^Sr^j^J^^&nrVN^ (Rhim JA, Sandgren EP, Degen JL, Palmiter RD, and 
Brinster RL. Replacement of diseased mouse liver by hepatic cell transp 

6 mE4t 2003-303128.2 
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lantation. Science 263:1149-1152, 1994) o S tCRhimbli, uPAb^^Xi;^ 

E-^^y^^mn-^t)'^^ uPA-Tg/NUDEV<7;?>%#SSL/fco iiPA-Tg/NUDEV^?:^^'^ 

im JA, Sandgren EP, Palmiter RD and Brinster RL. Complete reconstitution 
of mouse liver with xenogeneic hepatocytes. Proc. Natl, Acad. Sci. USA 
92 : 4942-4946, 1995) » OA^b, - ODV^^y^ S:MV%feli hflfMBSS:^;^'^^ ^ 

[0 0 12] 

Dandrie>«> iiPA-TgVi>X >^ T b-7^7:7.Rag2V 
^y^%:m\if^t>-^^ uPA-Tg/Rag2V^7::^S:#^bfco uPA-Tg (+/-) /Rag2V^;::^ 

(Ds^m^^ hcDffF»^e,$gmbfebi h^mm^^mv. T^7xffpiii®i5%*m^ 

TV^S (Dandri M, Bnrda MR, Torok B, Pollok JM, Iwanska A, Sommer G, Rog 
iers X, Rogler CE, Gupta S, Will H, Greten H, and Petersen J. Repopulati 
on of mouse liver with human hepatocytes and in vivo infection with hepa 
titis B virus. Hepatology 33:981-988, 2001) o 
[0 0 13] 

ra)ffim(3D^©#e>li, ^fetC^ffmMbfc^W (/^gS2002-45087#<^^ 
) iCfeVNT, ^^^f^V^XT'^-SSCID-ri^XiluPA-Tg^i^^tt-^fciirfeuPA-Tg 
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[0 0 14] 

ifeaaCDMercere,®^^ (Mercer DF, Schiller DE, Elliott 
JF, Douglus DF, Hao G, Ricnfret A, Addison WR, Fischer KP, Churchill TA, 
Lakey JRT, Tyrrell DLJ and Keteman NM. Hepatits C virus replication in 
mice with chimeric human livers. Repopulation of mouse liver with human 
hepatocytes and in vivo infection with hepatitis B virus. Nature Medicin 
6 7:927-933 , 2001) K^'oX%^m'f^tlX\>^^o Merce^tt, Cl(Z)ffiM<Z>^^ 

^iL^biigm. ^'^;^.]iii^ct»jc2 mg/mim^©ti hr;i/>^^>:6^^ffi^ti mm^ 

[0 0 15] 

&,±<D}l^*J> ^^^^^^S^^^^"^^ (uPA-Tg/SCIDV^?:^) \z\ihBmm^ 

o 

[0 0 16] 

^^©in vivoWm^thX%'t(DmmMMf)'^^^'^^X\i^r:Lo 
[0 0 17] 

■^i^Kmm^'&^tci^(^nc^^nr:^-^m^^mir^^t.^nmt.hx\.^^o 

[0 0 18] 
[0 0 19] 
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i|t2 0 0 2 — 0 8 4 2 8 0 ^ 

[0 0 2 0] 
[0 0 2 1] 

[0 0 2 2] 
[0 0 2 3] 

[0 0 2 4] 

^^i:bTv>s. 

[0 0 2 5] 
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e-Mouse hybridoma K8223 (PERM P-18752) i)m^-tS>^ J ^ n-'f'JiyW.i^'V^ 
[0 0 2 6] 

(2) v^7XffPPA^e>ii5Bbfeti hJIF«BJia&mil-rs>^."r^y feJ:t)^ 

(3) #^bfeiiMfF«IBflS^> :^ilt®^jS^^flTI^^'^'^'^®WB^'-^^^' * 

*^e,>5^U, >^T'^y>^(2)^J:t?(3)S:lllI6^-ti^yjg-tril^#mi:-rstihffP^ 
[0 0 2 7] 

[0 0 2 8] 

se>^czl©|g2^^feJ:t?t^fl3CD^f*bv^Mm^cfev^Ttt. t&lB:^7">y::^a) 

^^7s.Yz.sm^^n^^^^Z.}L ^jgfj©^* bV>M^il bT=bV^Sc 
[0 0 2 9] 

1 0 mitE# 20b3-3 031282 
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feSr^, ^g-bT^y' ^ n— ^^/Winl-fic^^Mouse-Mouse hybridoma K8223 (PERM P- 

18752) A^m^ t ^ >^ ^. ° - '^^^^^'^ * b t: b 

TV^S„ 

[0 0 3 0] 

ci<Z)^2^^©:;&^ic;fev>Ttt, se>K:, t&fB:^-5='^y •::^(2)^c;^3v^T, fi^T®( 

a)^j:t>*(b) : 

(a) v''>^jffii*^e>^^iibfcffFflimM«rn^>f'^-^^st^ ; ^*t^ 

J: o Tlg^S tlfclBJi§ ^^It-r S > 

&e^*bV^M^ilbTV^S„ ^bT. ^ (7)^#IC33 VxT li, ^ >^ O -^."/titfti 
*tMouse-Mouse hybridoma K8216 (PERM P-18751) i)m&-t ^ ^ ^ ^ 
S r i: & S IC^ * b V>^^ t b T V^ S , 
[0 0 3 1] 

r®m®«. ^3(Z)^B^i:bT, tfrtB(Z)^i^^*rci*^2#W®:&^cJ:o 

[0 0 3 2] 

r(Z)m3#g0>9®^^^^'^'^t*>- ^J5Tj^iJag*WIil!^®«|^Ba(Z)7o%« 

[0 0 3 3] 
[0 0 3 4] 

||4^^(3D:&^^CfeV^T^i, jeJlT(D(a)feJ:0^(b) : 
(a) v^7;^.ffFBi;b^6>^ilbfeffFWM&^^^'^—^f^a-rs ; fe«fct)^ 
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• 



Mouse-Mouse hybridoma K8216 (PERM P-18751) •fym^t^'^ J ^ 
[0 0 3 5] 

[0 0 3 6] 

[0 0 3 7] 

[0 0 3 8] 

[0 0 3 9] 

CKD^Sfg^OD—Ml^. Mouse-Mouse hybridoma K8223 (PERM P-18752) i)m 
^t* S ^ n -':^;l/tft#T'*>S- 
[0 0 4 0] 

[004 1] 

$e>c*fe, z:oDffiM®^wi*> ^loo^^iibT, ^^\ihBmmitum^ 

[0 04 2] 

r®^9^W<Z)— Mli. Mouse-Mouse hybridoma K8216 (PERM P-18751) t>m 
[0 04 3] 
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[0 0 4 4] 

tSiecOMercerP, (Nature Medicine 7:927-933, 2001) It^^^^MmW^"^ 

So b*^b5&*^e), Mercer e, b tl bJfFaJiS#a*7':':^l^> ^^bfet h 
[0 0 4 5] 

^7>^^50HJB^±%)^#^^'S-tlS:«^|g^lbTV^So ^bT, ZKDJ: 
[0 0 4 6] 

^i#«I^^Ji:bTtt, nafamostat mesilate iy^y^ ; Mmmm) > gabexate 
nasi late (FOY^ ; /h^lSil) . comostat mesilate (-7:^^ 5 />iF^^) 
, cobra venom factor V>S Zl So ^fe, z:tie)®tt 

it. ut/\£3iy h-c&sv^7xtt)§fl^#®fe«>K:&e>^*««cS:^^b^v^^l%^ 

>^ S 3. ^ S: B& < IC^^ ^ ti S - 

[0 0 4 7] 
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[0 04 8] 

l&SBRhimP, (Science, 263, 1149 (1994)) bfeuPA-TgV^ZX «:#J 

at-rsClil3?j«T?^-So ^SVM±Jff^#S:^l5$-&sm^^ (M;t«. tissue-typ 
e plasminogen activatorm>K^^#) ^fflVX h ^ (Pro 

c. Natl. Acad. Scl. USA 77; 7380-7384, 1980) IC J; U b^>X>:;?x-^y 

Science 244:1288-1292, 1989) {C .fcoT 7 ^T'!? hfSr ilKl j:oT%, » 
7.}L\^X\%. ^zwx^^-x. NUDEv!;:^, RAG2b^>xs;^'a:->y^'v^::^^<^)<2t^ 

[0 0 4 9] 

V r * b V >o z: ® J: e> i^i^s^Wi^^-^ ^ 7^ \%-S,%tmmMi^^ H/uEm 

[0 0 5 0] 
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S„ BflBfla*i5ilSW%Will/Ttt, fci:;^«pyrrolizidine alkaloid(0-aT'«> 
Sretrorsine, lasiocarpine, seneciphylline, monocrotaline, trichodesmine 

[0 0 5 1] 
[0 0 5 2] 

$IHflSii^O!)m#^, MtJ^lclif^^^;^^, Ji^gg3j£io-i79148^45t# ; t: l^/hMffF 

%^^bTV^S (Chise Tateno, and Katsutoshi Yoshizato: Growth and diffe 
rentiation in culture of clonogenic hepatocytes that express both phenot 
ypes of hepatocytes and biliary epithelial cells. American Journal of Pa 
thology 149:1593-1605, 1996. Hiroshi Hino, Chise Tateno, Hajime Sato, Ch 
ihiro Yamasaki, Shigeru Katayama, Toshihiko Kohashi, Akio Aratani, Toshi 

1 5 2 003-3031282 
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masa Asahara, Kiyohiko Dohi, and Katsutoshi Yoshizato: A long-term cultu 
re of human hepatocytes which show a high growth potential and express t 
heir differentiated phenotypes. Biochemical and Biophysical Research Go 
mmunications 256: 184-191, 1999. Chise Tateno, Kaori Takai-Kajihara, Chi 
hiro Yamasaki, Hajime Sato, and Katsutoshi Yoshizato: Heterogeneity of 
growth potential of adult rat hepatocytes in vitro. Hepatology 31: 65-74 
, 2000. Shigeru Katayama, Chise Tateno, Toshimasa Asahara, and Katsutosh 
i Yoshizato: Size-dependent in vivo growth potential of adult rat hepato 
cytes. American Journal of Pathology 158: 97-105, 2001.) o :i®t: b/hM 

[0 0 5 3] 

mK.Umt^'^J i^n-±}\^^mz^^XUM-t^^il^X^^o in vitro-r-if 



[0 0 5 4] 
[0 0 5 5] 

J , ^^mm> #H^^^> M;n^0, 1990^ ; "Monoclonal Antibody" James 
R. Coding, third edition. Academic Press, 1996) ^CS&V^, MX.\t&rf (K>i^ 

1 : j\^-:r^) ^-^Mm<ow^ 
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mm ivy;mmr^^mmmm) ^mmv. ;n*i,a^xn-^ (-frit®) mm 
a) ^mm<Dmm 

y^(Dm'^iCit. tc}lX\t^^m. AKR, BALB/c, BDP, BA, CE, C3H. 57BU 57BR 
, C57L, DBA, FU Hm HTl, LP, NZB, NZW, RF, RIII, SJU SWR, WB, ll^miS^ 
, b<3D^-a'tCli, fcil^li. Low, Lewis, Spraque, Daweley, ACI, BN 

[0 0 5 6] 

c) mmm 
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[0 0 5 7] 

^^^;&^5S:fib•CV^-g>HGPRT (Hpoxanthine-guanine phosphor ibosyl transferase 
) ^m«f;S:MV^S®«^^^*bV^„ -T^^fct), V^7Xfi5f5(OX63-Ag8(X63), NSl-Ag 
4/l(NS-l), P3X63-Ag8.Ul(P3Ul), X63-Ag8.653(X63.653), SP2/0-Agl4(SP2/0), 
MPG11-45.6TG1.7(45.6TG), FO, S149/5XX0,BU.l^, ^ h S3l5®210.RSY3.Ag.l 
.2.3(Y3)^. H h©3l5<55U266AR(SKO-007), GM1500 • GTG-A12(GM1500), DC729-6 
, LIGR-L0W-HMy2 (HMy2) , 8226AR/NIP4-1 (NP41) ^T* ^ S . 
[0 0 5 8] 

[0 0 5 9] 

5- U >#:i^TT*^# VNHGPRT^mi*® ^ 31 q - vUBJiS&m V>Til(-^imiiaS: 
^^li,- (EIA: Enzyme Immunoassay) , MlfiM-^^^^^ 
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(RIA : Radio Immunoassay) , m^mi^^^i^ J; U f5 ^1 il A^T' ^ S . 
[0 0 6 0] 

[0 0 6 1] 

■So 

[0 0 6 2] 

A>f:^y K-'7^JiS®:^#:M^bT, Mouse-Mouse hybridoma K8223 (PERM P-18 
752) SrH^^-rSo 

Ji5iltt t: h fff IBIS ic^-^-t S ^ >^ li' n - & #sri:*^-e^5. 

[0 0 6 3] 

i*ric/N>f:/u K-vgiflS&aifu iKTfcA^ej^/i'n— :^;^^>T;#^^^^mb■r%<^: 

[0 0 6 4] 
[0 0 6 5] 

(Mouse-Mouse hybridoma K8223) 75,?^^-^ ^ ^ H 
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[0 0 6 6] 
[0 0 6 7] 

[0 0 6 8] 

y , v-:; xfff fli tc S 11 b ffPMJiSlc J; ^ ^ b CJ:#$ -ft s 3 ^ J^)^ «rig 

[0 0 6 9] 
[0 0 7 0] 

[0 0 7 1] 
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3) & 2 lail »J r a C J: o T , :^tJ lC#=Rt b fc: h fif fflJiS® 100 X 100 X 100#? 
[0 0 7 2] 

l^^^s^fc»■e®^f*bv^^il:m^^ill«-tcbT^^e)^i::6^T'^^. ^r-r- 

)feJ:tJ^(3)<^)M7^"e^foT=fej:v^^^;&^|*f So :/(i)T'li> 
:;^7^^;:/(3)T'»tifJRStifeii hffFj9HJiS®^TS:^*tMi:bT^Mf S<fce> 
M-fls, ^feli'7'?>?.;b^e>iaiRbfeii hSf^BflS^^jt^J-^S^"^' sSHicMMbT 
[0 0 7 3] 

^2|l^®X5->y >^(2)li. ^7=-^y^(l) C::^5^^yy(2)^J:rJf(3)§rl|y^^# 
e)^:i:«*bv^„ 

V'i?>^ffTI!i*^6>dS'Slbfejn^lliMM&=i^^':^--"^«!!3l^^^^l-^ 
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rcomMtt, ^<DJ:^tS:^^ '!7U-±)VUi^(DM.i^milhr. Mouse-Mouse hybr 
idoma K8216 (PERM P-18751) -fym^-t^'e J ^ U-^/VUi^^^^'t^. 
[0 0 7 4] 

90 % JSi^ Ji, S & tc^ * b < 1*98% JtJJt Ji*^ t b JiT^Ji§T' dS^^)e>4^Tv^5'7^7:^T'fe 

-So 

CO 0 7 5] 

>l^-7'^;^®$IJfflli, :L<Dmm<omm^^K^^^mmm (#g|2002-45087#45: 
[0 0 7 6] 
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[0 0 7 7] 

[0 0 7 8] , ~^ 

[0 0 7 9] 

— Mouse-Mouse hybridoma K8223 (PERM P-18752) tm&t 

S ^ y ^ n - <S> o 

[0 0 8 0] 

[0 0 8 1] . 
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[0 0 8 2] 

=^Ji7n'-"f-/l^ii'(D—m{t. Mouse-Mouse hybridoaa K8216 (PERM P-18751) 
[0 0 8 3] 

» tc-B^M i- s r i: ^ S . 

[0 0 8 4] 
[0 0 8 5] 

^js^^flTPiWv^r^offFiiiict bjffUBjia&^^go. ^mnx\^ vumm-^m 

1 ^$4 

(uPA-Tg):B6SJL-TgN (AlblPlau) 144Bri 

(b) >?.^r^y F'v'*^^^ (Scid): C. B-17/Icr Scidjcl 

(c) nafamostat mesilate 

(d) retrorsine X/YnJli/y 
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(e) t 

tk^. ^ 1^ >^ (a) »The Jackson Laboratory, ^r:7%0>)l,tB^^ 1^7 V ^th 
[0 0 8 6], 

^m^'Mmm (50g, 24^) T'tfcMt-b^^^ic^jj-fiib, mmx^mw^ 
2 -^mtii^m 

2.1 ^^^^JTFI^WV^XCDf^lg 

uPA-Tg-x^^y^Chemi zygote, +/-) ilSCIDV^X (homozygote, +/-) 
, ^:;^(D?^jKS:#o^':7XTg(+/-)/SCID(+/-)&35.2%(Z)a^T?#fco Jsi+H t: 

<l;y.fi^ofec SCID(+/-)i:SCID(-/-)®iKM«, PCR-RFLP^IC J: y^ff ofeo 

[0 0 8 7] 

r^Jctc, #e,nfeTg(+/-)/SCID(+/-)S:SCID(+/+)i:Mb3^SB^-&. Tg(+/-)/SCID 
(+/+)&=^feo Tg(+/-)tt37.9Xffi=^b, SCID(+/+)»52.8%ffi^bfeo 

Xg(H./_) /sciD(+/+)|^±S:igiBS-li:, ge5a>Tg(+/-)/SCID(+/+)i3 j:tJ«Tg(+/+)/SC 

ID(+/+) 

[0 0 8 8] 

Jfefe, uPAJte^® Jl^^ ^ '^^D CDiiSllttJe^T®:^^"^^? o fee 
[0 0 8 9] 

^i^S—lOH ac3DV^7>C.(Z)Jl^Jii?j5 mm-^iTb> Qiagen DNeasy Tissue Kit^M 



2 5 



mSE^ 2003-3031282 




2 002—084280 



^htco master mix 25 ittl, primer F 1^1, primer R 1 Taqman probe 1 
fiUzmktmma^^MTL. ^S%50 filKM^h. 3t«ffiPCR?:f?ofe (ABI770 
0, Sequencer Detector, PE Applied Biosystems) „ ":^^>f V-fe j:t?Taqman p 

^ 21 b T «T® i: y tcmtM^ fee 
[0 0 9 0] 

primer F : gtcttggctcgctgcaatc (SEQ ID Ko: 1) 
primer R : cgggagactgaggcaggag (SEQ ID No: 2) 
Taqman probe : ccgcctcctgggttcaagcga (SEQ ID No: 3) 
*fe2in> hn-;biibT, v^x G3PDHS:*fl^i:'tSJS*T®::^^-f^'-^* 
tJf Taqman probed: ^V^fco 
[0 0 9 1] 

primer F: ggatgcagggatgatgttc (SEQ ID No: 4) 
primer R : tgcaccaccaactgcttag (SEQ ID No: 5) 
Taqman probe : cagaagactgtggatggccctc (SEQ ID No: 6) 

)U<D^^:^ G3PDHn-™^©^*i®T>r*T'^ofe*B^«JCJ;y, >y7ADNAttf 

o%i:^i^b•rv^So 

2.2 uPA-Tg/SCID*r'?X^(JDll hJfF*l0IS<©^^fi 

^^14-480 g<©Tg(+/+)/SCID(+/+)vi7XS:X-7^;VT'l»^b, mffit^i^S m 
m-^F^b. Wmj:U4-8Xl0'^M/'mlCDitS(OMBSS^M?K&10-12.5 tiXtrn (4-10 
XIO^M) ^£Abfe=^. ihJfilbfe. jgJ^lClhJfllMe-aminocaproic acid (SIGMA) 

0.02 g/micr)|g^-e40 Aii-To^^b, fl^Bi&ffi^icM b^^bfeo Tgv^;:^® 
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, ^&jg:55'jSfJf>:^9plasminogenjb>6>plasinin^CD?f§f4^b$:fillS^bfey> fibrin c 

mifil&^Sr b^^4 0Jgil|^tC5BlcM-S fc:V^t)tlTV^-5o #^g^<Z)ffiJfilJC J: S^Bt 
^ijiW-Sfe^b. plasminogen activatorfe4:?J{plasmin(Of^M $:ISlhL/lhJ4lf^M® 
^:I^S:^*t*<Se-aminocaproic acid$:©#Ufeo 
[0 0 9 2] 

^§?l3Q^V^J:e>^C, NK^-S&lfflW'r-Sasialo GMimft^^^ffit&H i:i^*iSS tC|8t 
2.3 v^7XJfit4^lc^lt'5n hr;!/::^^^®^-^ y >^ 

10/ti l^gJlilb> H bT-n/:/^ Quantitative ELISA imnranoassay (Bethyl 

laboratories Inc.) Sr^VNT^RI^bfeo 
[0 0 9 3] 

tl hJff$WJ8S&#^fibfel9P5®Tg(+/+)/SCIDV'i^^Pffim(Z)V^7Xjfil4^T't hr 
«3ic^f 'S^^:#iS:fl^v^T^^^•fe?:^?ofetr5. n bJffMJi§lcC3®#^E3^)^?t 

(1112) , ^(Dj^m> ik^j}^hr;vf^ymmtf^2mg/mi^m^rc'7^:^i^itm 
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jiS^SffibfeT'i^:::^.JCttascorbic acid 2-phosphateSrl ■g/ml®lii!"e^:ft>bfc 
[0 0 9 4] 

hjffMJi&&#ffi[bfeTg(+/+)/sciD-T'^:^liTg(+/-)/sciD-7^7:^tclfc/< 
t. b T 59; vMg(+/+) /sciD-^r 'i; :x (Z)#:m*ti)tlS & Jti^ b ^ r 5 , iS:# b 

2.6 '7i:7:f.Bm<Dmmmmmm^-iB^t:^mm^mmm^^ 

[0 0 9 5] 
[0 0 9 6] 
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ICN Pharmaceuticals, Inc, Ohio) Peroxidase^^DAKO Envis 

ion+'T" (DAKO CORPORATION, CA)T?igfebfeo ^4x-€*X®ilK:oV^T> mJ^Wm. 
g>fcy(Z)cytokeratin 8/18^'IS^f£®i9^&^mbfe (04, 5) » blhT>n/:/ 
^>:$>^aJb^#V^V1^7>^-eii> cytokeratin 8/18^'I^ffFilJiS<^>®^®tI'^*^i^^"* 

H hif#Me?J5ai!^^®'^*'SCYP2C9®^m*^^«)&^fe (06) . 

^80%) »tlKffF0m^cJ;yd^^^)e>4^Tv^fco 

[0 0 9 7] 

SrH^S^ii. FACS$:MV^TFITC^#^cH^Sb7bmS::5)'ilbfeo -e^Jg^. lib 
3 : d^^:*^^^?;?.*^^)^!!^^^ MT^lilia^uPA-Tg/SGlDV'i?;^^®!!^ 
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v^?k-Tg{'^H/SClJ>^^y(:iS^Wk-^ei+/+)/SClJ)^^7.K. retrorsine&ao* . 
fcliSO mg/kgSrffi^p^^^bfeo ^(D^^. uPA-Tg(+/-)/SCID'7iJ?::^K:fettSuP 
A^A^-K^®^^^ (uPA-Tg(+/-)) KJ;:^iEmmmS^<Onu=:--i)m'PVrc 

[0 0 9 8] 

^^CV^T^ retrorsine§:60 mg/kg$:KflSWIg^bfeuPA-Tg(+/-)/SCIDVi7Xfe J: 

DfuPA-Tg(+/+)/sciDvi;:;^K:IIJiMi iH^^^-l^TH hJfF^fl&^^ffib. 
T^7;^S:f^^L,?£:„ ^CD^m> uPA-Tg(+/-)/SCID'T'i;::^ 1/$/ trx> 
9>7i^>^K:33VxT%, uPA-Tg(+/+) /SCIDV X ft5i5® ;^ ^ X mUMKM 

y^^mm^^tfL-^^:^p^^i^ (0-2 "g/g b.w.) ^vMmmmx'2mmi^Pi^-^i' 

fee 

[0 0 9 9] 

#;<D^j^K:J:y. jfii»f ti bT/l/^^ <±#^■^fe- 
[0 1 0 0] 

1. H hffFMSacD^^I 



3 0 
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-=I^>T^ ISS^t^Mt^^Jf ^a/C&^iUbfeDulbecco's modified Eagle's 
medium (DMEM) S:fl^V^, V-f hlT^ S^^C^SbfeSwiss 3T3«iJiail?B^^«b 
fee Swiss 3T30Ji&lilOH#{C^i!Ibfeo .^#70 g^J: U H bBT05S®=iD-- 
A^li^^tlfen n>7;I/X>^^C^i5fibfeJfFm^EDTA/Trypsin^MV^T^if^b 

m&^M^bTMv^fe (^11) . . 

2. tft^jcz):^^ 

bfc. 3>:7;vx>hK:ii5BbfcaiIJig (mxio'^M) PBS 

BSmn»UCMb;to rtl^eMt^^Balb/cvi^/XOmiSl^lC^^bfco S&IC20 

3. mBglH-^ 

2m(D^^^^ iii#ffioD_h#7b<»e>tifefe&> 3iag®.:^fcsg (boost) ©72^^!^ 

^Jin-^mm (mia^NS-l) -^mmm^l^^ ge-well platelC372 wellSm, 

(ELISA. TO^-fe) : 

mhti ^m^mm<Dmm±m<Dmm KM-t^ ej^b ^ eli sac j: »; in^ b fc „ 

fi^b. ^«mPBST'?5fe#> ie))iS-&-80t;-e>^#bTfeVNfe%<DlC, ^^Ji?t?r 

^S:iO^T^-fe$-&. ^<5DI>R3^^&ira^b?to ^(DS^M> ife^»372-9- > ^ ;V 
CD^3fe^®¥^li0.149 (SD: 0.099) e> t»®3fe^0.20£^_h (81•t^>>^;l/ 

. J!i!j20%) ®i?->:;^;i/&l^'Ki:bfeo *fegm^cfev^T, mtfhmo.i5&.±X'^m 
•feTb^JSfg^tife^iiT!)^^^ 0. 15-0. 20<Z)i^>:/;K46-9->-::^;v) ICO v>Tli;, 01^ 

3 1 ai|E#2 0 0 3-3 
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5. 2r^x^7y-^>ij^ (ELisA, mMm'&) ' 

[0 10 1] 

m.mK^^^xmm(o^mmm0mt^m^'^y:fj\y (no. 23) (012) k:o 

V^T, 4)'llia:#®ffF«|lIfla^®JC^l1'5MlS'a&> FACS (Fluorescence activated 
cell sorting) 5:Mv^T«l«f bfco ^AMtt (46:^-^ J: ^9:^) <Z)ffF»>e>n 

•c, so^mmv. mcfucmmhr^u^^ :^ieGmi^^^'7°c> 3o^mm-t^z.ii 

K^i). FACS-e®=g^mS:^|glCbfco JffUHJiam®©-^ (1~2%) (O 

iiHJBS^^roDiJ-^^/vKisiiSbfe (013) o -ert?, ci*ie)®«HfiS^H&82. 

§g$tlJ&*^o7t*^ No. 23^CS/^;b3feR21i^4)'^C^V^T, #<®3n--:&t|^^$ 
tlfe (014) o i|^f^^#llbJff||!BJga^(Z>)KlS«S:FACS{Ci:yil'«fe2l35 
, j^80%(Dm;?j^lSttT'&ofe (015) o trAt>%. «f^^«t:bSfm<^e>*> 

2:03i:*^e>, No. 23tc«, 3a--S:?^^i-SJmBS:#M6!rc|gmt-s 
7N-f K-'=?'*^-^*nTVASBrtg'lt:!5»^^>^^^fe- No.23iJ->>^;i/*^e)^'n- 

ri > C J: y # & ti ^ n ~ > o V > T =fe itt^ ® iif ic ;fe § iKiJStt 



3 2 
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#btlfeo l^U — y (Mouse-Mouse hybridoma K8223) ^2002 

tthtc (^fe##FERM P-18752) , 

6. ^u-i-)vmi^(Di^m 

mm(DJ\-(^V l^--^ (K8223|5^) MSr^^t-^ ^ h ICJ: o T. Se>lC, *T 

b7^= fi^A^ffi (46:J'or 68:^-) ®ffF»^& 3^^"^— "^li^S^ -©M^iDv^CjcU 
#e)4xfeMJiSS:, Mf5bfe3-y->y;i/<Z)^«Jl^T?37'C, 30^^3gb. ?i>:lCFITC 

^a->%)|^5^CDM/S'l£&^b7^ (gll5) „ ^^b}£:A>f::fU K-^^g^Jl^T' 

>n/^-«t&m^•rs/^>^^y K-*7;5)^#e)nfe. z:a)A-r^y K-vK82i6t5^S:2oo 

fELfc (^fe#-§'FERM P-18751) , 
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[0 10 2] 
[0 10 3] 

[0 10 4] 

[SB^J*] 
SEQUENCE LISTING 

<110> Japan Science and Technology Corporation and 
Hiroshima Industrial Technology Organization 

<120> A method for proliferating human hepatocytes and a method for 
obtaining human hepatocytes 

<130> NP02088 

<160> 6 

<210> 1 
<211> 19 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 

3 4 H^U^ 2003-30 31282 
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<400> 1 

gtcttggctc gctgcaatc 19 



<210> 2 

<211> 19 ■ . 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 
<400> 2 

cgggagactg aggcaggag 19 



<210> 3 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

.<223> Description of Artificial Sequence: Synthesized oligonucleotide 
<400> 3 

ccgcctcctg ggttcaagcg a 21 
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<210> 4 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 
<400> 4 

ggatgcaggg atgatgttc 19 

<210> 5 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthesized oligonucleotide 



<400> 5 



tgcaccacca actgcttag 



<210> 6 



<211> 22 



<212> DNA 



<213> Artificial Sequence 
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<223> Description of Artificial Sequence: Synthesized oligonucleotide 
<400> 6 

cagaagactg tggatggccc tc 22 

[02] 
[03] 

[04] 
[05] 
[06] 

[07] 



[08] 

uPA (+/+) /SGID*r CD Retr ors ineta^ (D^^l^ & b fc]^:^"e ^ S o 

[09] 



3 7 
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[laio] 
[011] 



[012] 

(No. 23) CD, \i.hBmmiz-Bn^R}^^^^^1^i^^^iz^*J 

[®13] 

m^'*)'y':f/U (No. 23) ®, :0iltt^ODt: hJfl^mii5$®lC^l:tSMJSffiS:FACS 
[® 1 4] 

(No. 23) iZRJI&hr^mmMm (R2) (R3) 

mi 5] 

ili-a^-t^>:^>n/ (No. 23) CD. Sf^^Sti hJfFiliiiS^Slc^ltSMliS'ltSrFACSC 



[016] 

f 

J\^:fV (K8216) CD, r^itfi^Oti ^i^:^, ^^y MT^IS^Mlc 



3 8 
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so I I I I ' I 

0 2^ 6 7.5 10 



[04] 



BB<OMA B C D E F G 

■70^1 3 




41% 



BEST AVAILABLE COPY 

2 ffifE#2 0 0 3 - 3 0 3 1 2 8 2 
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6] 



17 



0 52 11 7i(bhmn«)«MnQ 

19 21 n 23 (79^*9} 



I.. 
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— I— 

60 
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-ffl- 



■7'!7:^30 
T«>X34 

•7«;;;^35 

V«>X36 

'7«>:^38 



[@8] 



uPA(+/.>SCID ^^0 ii 



Retrorsine 



Retrorsine 
30 mg/kg b.w. 




Retrorsine 
60 mg/kg b.w. 
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BEST AVAILABLE COPY 
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mil} 





Bar, "lOOixm 



BEST AVAIUBLE COPY 



6 2003-303. 1 282 
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mi 2] 



b Hm (62:t) 

/N>r:r»; F-Ti^«±?i (K8223) 




PP : fmi^ 

Bar, 50 |im 



BEST AVAIUBLE COPY 
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[®1 4] 

/N-fT'iJ K-'7^#±';f :No.23 




Bar, 1 00 |xm 



g 



BESt AVAILABLE COPY 
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15]- 

iSHkhlFiatt (12:*^. llftBft S) 



No.23(isfi) 




S9C 




Si»"To' 1^ li^ 

8SC 




""loO 10^ 10? tO^ 10^ 



Rea»on Events %Gated 
R1 75 0.75 

R2 9415 94.15 



Region Ewama %eaited 
R1 694 &94 
R2 7921 79.21 



1 6] 




'"lO* 10^ 10^ 10^ 10^ '"lOP 18^ lOi' to' 
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8SC 




88C 



ssc 




^ttP to' l£ 10^ tO^ 10^ tO^ 10^ 10*' 

ssc ssc 
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m m A m m m m 



iiiSa## (396020800] 
l.m.M^BB 1 9 9 8# 2^24 0 

ft m ;^a&m;riPT^W4TB 1#8# 



1 
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1. ^W^MB 

m 

ft ^ 

2. ^H^HH 



m M A M M W # 



(59606305 6] 

199 6^^ 3^290 

200 2^ 6^ 7H 
jK^mj£arttftg=Pffll9T3TM7-4 7 



2 
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